Fax: 0207 4353289 e-mail: andrewhall1@nhs.net Method for the determination of an adequate sample size for hepatocyte size measurements:
We used H&E sections from 5 patients with a range of median hepatocyte areas, (199-457 µm 2 ). Non-overlapping images were taken at x20 objective magnification (OM) using a Zeiss Axioskop 40 with a Zeiss IcC5 camera in which the whole tissue area was sampled.
The hepatocytes were measured in 2 dimensions. The first measurement was along the maximum diameter of the hepatocyte and the second the maximum diameter perpendicular to the first. All the hepatocytes in the biopsy were measured if nucleus and the cell membranes were identifiable. Hepatocyte area was calculated as an ellipse from the 2 diameter measurements.
At least 2000 hepatocytes were measured per biopsy. A custom written MATLAB script was written that randomly selected a number of hepatocyte measurements and compared their average area to a reference value emulating and improving on previous work we have done on sample size calculation 97-99.6% of samples were 95% accurate (i.e. deviated by less than 5% of the reference value) when a sample size of 50 hepatocytes was randomly selected from the each biopsy. Therefore to establish a protocol for average hepatocyte size we randomly selected 50 hepatocytes from each biopsy and calculated their median hepatocyte size.
Method for the determination of an adequate sample size for mFPA
From H&E stained sections of 5 patients with a range of mFPA, (3-43%), 50 non-overlapping images were taken at x20 OM (Zeiss Axioskop 40 with a Zeiss IcC5 camera). Using the same script described for the determination of sample adequacy of hepatocyte size the mFPA results from the 50 images per biopsy were analysed for sample sizes from 1-50. The plots show that a sample size of approximately 21 non-overlapping images taken at x20 OM is representative of the biopsy mFPA.
Therefore, to assess mFPA of a biopsy, 21 randomly selected non-overlapping areas were imaged at x20 objective magnification (OM). Altogether 2100 at x20 OM were taken.
